A methylene blue azide medium (MBA), developed by Schaedler. Dubos, and Costello to isolate enterococci from the gastrointestinal tract of animals, was evaluated. This was done by comparing the isolation of enterococci from feces and saliva on the medium. Fifty-two catalase-negative, gram-positive cocci from human feces isolated from MBA were classified as enterococci. All strains grew in S F, 6.5% NaCl, and streptomycin broths, and all fermented mannitol. The isolates were provisionally subdivided into Streptococcus faecalis and S. faecium groups. S. faecalis-like strains fermented glycerol and pyruvate aerobically and produced acid in Synder's medium (initial pH, 4.8). The S. faecium group fermented raffinose. Among all strains, several tests were variable. These included growth at 45 C, in 0.1 % tellurite and in methylene blue milk. Three methods were employed to isolate and identify enterococci from the oral cavity. Direct streaking of MBA with saliva failed to produce any growth on the medium. Two other methods, with the use of various selective broths to promote the recovery of oral enterococci, failed to produce any bacteria capable of growing on MBA. The MBA-isolated fecal strains and oral viridans streptococci were generally indistinguishable on Mitis-Salivarius and K F agars. In experiments with fecal material, no gram-negative bacilli were found among the isolates selected. The MBA medium was judged as a high selectivity-low yield medium, and may provide a means of separating fecal and nonfecal enterococci.
group D enterococci have been vast. An extensive and informative review of these media was made by Hartman, Reinbold, and Saraswat (6) . Among those solid media listed was the methylene blue azide medium (MBA) of Schaedler Specimens. Stool samples from adults were diluted in Brain Heart Infusion (BHI). After mixing, the diluted material was streaked on plates used in the study. Colonies that developed were picked and transferred to BHI with the aid of 7.5X dissecting microscope. Unstimulated saliva samples were obtained from healthy subjects and diluted in broth.
Three methods were used to demonstrate MBA selectivity. One method consisted of streaking freshly diluted salivary specimens directly on plates. By the second method, saliva was inoculated into BHI with or without the following selective agents: polymyxin B, 200 units/ml; streptomycin, 100 4g/ml; neomycin, 100 sg/ml; sodium azide, 0.1%; potassium tellurite, 0.1%; and S F Medium (Difco). Extract Broth (BBL) served as a basal medium to which was added NaCI to a final concentration of 6.5%.
This procedure was employed as a possible means of enhancing the recovery of oral enterococci from saliva, since enterococci are usually more resistant to these agents and media than are other streptococci. After 24 hr of incubation, tubes showing growth were streaked on Mitis-Salivarius Agar (BBL), Mannitol Salt Agar (BBL), K F Agar (Difco), and MBA. The plates were incubated for 3 days.
The third method ( Fig. 1) Innumerable investigations of the oral cavity have described the routine isolation of enterococci (4, 5, 8, 10) . The spectrum and selection of the tests used were assumed to identify the species with certainty. Surely, one could pick a single medium or a dozen from the vast number that exist and immediately demonstrate the occurrence of S. faecalis in saliva or other materials from the oral cavity, assuming that these bacteria are usually found in most subjects. We could find none that could be grown on MBA. It has recently been suggested that S. mitis and S. salivarius be used as possible indicators of pollution, since these bacteria occur in large numbers in human feces but not in animal feces (M. D.
Appelman and J. D. Lewis, Bacteriol. Proc., p. 9, 1967). As reported here, no fecal or oral viridans streptococci were recovered on MBA under the test conditions employed. In one respect, MBA might hold promise as an indicator test to distinguish between fecal and nonfecal enterococci.
